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ABSTRACT : 

The invention relates generally to DNA sequences encoding chimeric 
polypeptides comprising extracellular portions of cytokine receptor 
polypeptides attached to a sequence encoding portions of IgG 
polypeptides. The invention relates generally, as well, to DNA sequences 
encoding ^chimeric polypeptides comprising extracellular portions of 
cytokine receptor polypeptides attached through oligomers encoding 
specifically cleavable peptide linkers to a sequence encoding portions of 
IgG heavy chain polypeptides More specifically, the invention relates to 
a construction in which a cDNA sequence encoding the extracellular domain 
of the human 55 kD TNF receptor is attached through an oligomer encoding 
a thrombin- sensitive peptide linker to a sequence encoding the F.sub.c 
portion and hinge region of a mouse IgGl heavy chain. The invention 
relates as well to uses of the chimeric polypeptide, including: use as a 
reagent for the antagonism and assay of TNF and lymphotoxin from diverse 
species; use as a means of determining the mechanism by which TNF, or 
analogs thereof, interacts with the TNF receptor; use as an antitumor 
reagent, particularly against placental tumors; and, use as a reagent 
capable of controlling birth. 



CLAIMS : 



CLMS (1) 
What is claimed is: 

1. An isolated DNA segment having a sequence encoding a chimeric 
polypeptide comprising the extracellular domain of a TNF receptor 
polypeptide functionally attached to a Fc portion and hinge region of an 
IgG heavy chain polypeptide. 

CLMS (2) 

2. The isolated DNA segment of claim 1, where the TNF receptor 
polypeptide is a human TNF receptor polypeptide, 

CLMS (3) 

3. The isolated DNA segment of claim 1, where the IgG heavy chain 
polypeptide is a mouse IgG polypeptide, 

CLMS (4) 

4. The isolated DNA segment of claim 1, further incorporating a DNA 
segment encoding a specifically cleavable linker peptide functionally 
interposed between the TNF receptor polypeptide and the Fc portion. 

CLMS (5) 

5. The isolated DNA segment of claim 4, where the specifically cleavable 
linker peptide comprises a thrombin- sensitive linker peptide. 

CLMS (6) 

6 . A recombinant vector incorporating a DNA segment as defined by claim 
1 , 

CLMS (7) 

7. The recombinant vector of claim 6, where the TNF receptor polypeptide 
is a human TNF receptor polypeptide, 

CLMS (8) 

8. The vector of claim 6, where the IgG heavy chain polypeptide is a 
mouse IgG polypeptide. 

CLMS (9) 

9. The vector of claim 6, further incorporating a specifically cleavable 
linker peptide functionally interposed between the extracellular domain 
of the TNF receptor polypeptide and the Fc portion. 

CLMS (10) 

10. The vector of claim 9, where the specifically cleavable linker 
peptide comprises a thrombin- sensitive linker peptide. 

CLMS (11) 



11. The vector of claim 6, where the chimeric polypeptide encoding 
sequence is positioned adjacent to and under the control of an effective 
promoter. 

CLMS (12) 

12. The vector of claim 11, where the promoter comprises a prokaryotic 
promoter, the vector being adapted for expression in a prokaryotic host. 

CLMS (13) 

13. The vector of claim 11, where the promoter comprises a eukaryotic 
promoter, the vector being adapted for expression in a eukaryotic host, 
and the vector further includes a polyadenylation signal position 3 ' of 
the carboxy- terminal amino acid, and within a transcriptional unit of the 
encoding polypeptide. 

CLMS (14) 

14. The vector of claim 13, where the eukaryotic promoter comprises a 
cytomegalovirus promoter. 

CLMS (15) 

15. The recombinant host cell which incorporated an isolated DNA segment 
in accordance with claim 1 . 

CLMS (16) 

16. The recombinent host cell of claim 15, further defined as a 
eukaryotic host cell . 

CLMS (17) 

17. The recombinant host cell of claim 16, further defined as a CHO 
cell. 

CLMS (18) 

18. The recombinant host cell of claim 15, further defined as a 
prokaryotic host cell . 

CLMS (19) 

19. The recombinant host cells of claim 15 where the DNA segment 
encoding a chimeric polypeptide is under the transcriptional control of 
regulatory signals functional in the recombinant host cell which 
regulatory signals appropriately control the expression of the chimeric 
polypeptide in a manner to allow all necessary transcriptional and post 
transcriptional modification. 

CLMS (20) 

20. A method of producing a chimeric polypeptide comprising the 
extracellular domain of the TNF receptor polypeptide functionally 
attached to a Fc portion and hinge region of an IgG heavy chain 
polypeptide, the method comprising: 

(a) producing a recombinant host cell according to claim 5, such cell 



being capable of expressing the polypeptide; 

(b) culturing the host cell under conditions appropriate for expressing 
the polypeptide; and 

(c) recovering the chimetic polypeptide. 
CLMS(21) 

21. The method of claim 20, where additional steps comprise: 

(a) cleaving the polypeptide at the specifically cleavable linker 
peptide; and 

(b) recovering the polypeptide comprising an extracellular domain of the 
TNF receptor polypeptide. 

CLMS (22) 

22. The method of claim 20 wherein the host cell is a eukaryotic cell. 
CLMS (23) 

23. The method of claim 22 wherein the eukaryotic cell is a CHO cell. 
CLMS (24) 

24. The method of claim 22 wherein the eukaryotic cell is an insect 
cell. 

CLMS (25) 

25. The method of claim 20 wherein the host cell is a prokaryotic cell. 
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ABSTRACT: 

The present invention relates to the ciliary neurotrophic factor (CNTF) 
receptor, and provides for CNTF receptor nucleic acid and amino acid 
sequences. It also relates to (i) assay systems for detecting CNTF 
activity; (ii) experimental model systems for studying the physiologic 
role of CNTF; (ii) diagnostic techniques for identifying CNTF-related 
neurologic conditions; (iv) therapeutic techniques for the treatment of 
CNTF-related neurologic and muscular conditions, and (v) methods for 
identifying molecules homologous to CNTF and CNTFR. 



CLAIMS : 
CLMS(l) 
What is claimed is: 

1. Isolated and purified CNTF receptor comprising the amino acid 
sequence as depicted in FIG. 2(SEQ ID no. 1) 



US PAT NO: 
DATE ISSUED: 
TITLE : 

INVENTOR : 



ASSIGNEE: 

APPL-NO: 

DATE FILED 

ART-UNIT: 

PRIM-EXMR 

ASST-EXMR 

LEGAL -REP 

US PAT NO: 



5,171,837 [IMAGE AVAILABLE] LI: 3 of 3 

Dec. 15, 1992 

Peptide capable of binding interleukin 6 and an adsorbent 

comprising the peptide immobilized on a carrier 
Masao Tanihara, Kurashiki, Japan 
Kiichiro Oka, Kurashiki, Japan 

Kuraray Co., Ltd., Okayama, Japan (foreign corp.) 

07/582,831 

Oct. 5, 1990 

184 

Robert A. Wax 
Stephen Walsh 

Wegner, Cantor, Mueller & Player 



5,171,837 [IMAGE AVAILABLE] 



LI: 3 Of 3 



ABSTRACT: 

A peptide being capable of binding to interleukin 6, and an adsorbent 
for interleukin 6 comprising the peptide immobilized on a carrier^ 




CLAIMS : 
CLMS (1) 
What is claimed is: 



1. A peptide being capable of binding to interleukin 6 represented by 
the general formula: 

H-X-A-Y-Z 

wherein A is a peptide segment selected from the group consisting of 
a peptide segment of the formula: -Gly-Thr-Val-His-Leu-Leu-Val-Asp-Val- 

Pro- Pro-Glu-Glu- Pro-Gin- Leu- Ser- Cys - Phe -Arg- Lys - , 
a peptide segment of the formula: -Arg-Lys-Phe-Gln-Asn-Ser-Pro-Ala-Glu- 

Asp-Phe-Gln-Glu-Pro-Cys-Gln-Tyr-Ser-Gln-Glu-Ser- , 
a peptide segment of the formula: -Thr-Ser-Leu-Pro-Gly-Asp-Ser-Val-Thr- 

Leu-Thr-Cys-Pro-Gly-Val-Glu-Pro-Glu-Asp- , 
a peptide segment of the formula: -Gln-Ala-Leu-Thr-Thr-Asn-Lys-Asp-Asp- 

Asp- Asn- lie -Leu- Phe -Arg- Asp- Ser- Ala- , 
a peptide segment of the formula: -Trp-Asn-Ser-Ser-Phe-Tyr-Arg-Leu-Arg- 

Phe-Glu-Leu-Arg-Tyr-Arg-Ala-Glu-Arg-Ser-Lys, 
a peptide segment of the formula: -Ser-Thr-Pro-Ser-Leu-Thr-Thr-Lys-Ala- 

Val-Leu-Leu-Val-Arg-Lys-Phe-Gln-Asn-Ser-Pro-Ala-Glu-Asp- , 
a peptide segment of the formula: -Asn-Pro-Arg-Trp-Leu-Ser-Val-Thr-Trp- 

Gln-Asp-Pro-His-Ser- , 
a peptide segment of the formula: -His-Ser-Trp-Asn-Ser-Ser-Phe-Tyr-Arg- 



Leu-Arg-Phe-Glu-Leu-Arg-Tyr-Arg-Ala-Glu-Arg-Ser-Lys, 
a peptide segment of the formula: -Pro-His-Ser-Trp-Asn-Ser-Ser-Phe-Tyr- 

Arg-Leu-Arg-Phe-Glu-Leu-Arg-Tyr-Arg-Ala-Glu-Arg-Ser-Lys- , 
a peptide segment of the formula: -Asp-Pro-His-Ser-Trp-Asn-Ser-Ser-Phe- 

Tyr-Arg-Leu-Arg-Phe-Glu-Leu-Arg-Tyr-Arg-Ala-Glu-Arg-Ser-Lys- , 
a peptide segment of the formula: -Gln-Asp-Pro-His-Ser-Trp-Asn-Ser-Ser- 

Phe-Tyr-Arg-Leu-Arg-Phe-Glu-Leu-Arg-Tyr-Arg-Ala-Glu-Arg-Ser-Lys- , and 
a peptide segment of the formula: -Trp-Gln-Asp-Pro-His-Ser-Trp-Asn-Ser- 

Ser-Phe-Tyr-Arg-Leu-Arg-Phe-Glu-Leu-Arg-Tyr-Arg-Ala-Glu-Arg-Ser -Lys- ; 
each of X and Y is a single bond or an amino acid residue selected from 

the group consisting of Asp, Glu, Lys, Ala and a divalent group of the 

formula: -NH(CH.sub.2) . sub.n -CO- (wherein n is an integer of 1 to 17), 

or a peptide segment composed of 2 to 10 amino acid residues selected 

from the above group bound to each other through a peptide bond; and Z 

is a hydroxy 1 group or an amino group. 

CLMS(2) 

2. A peptide according to claim 1, wherein A is a peptide segment of the 
formula: -Gly-Thr-Val -His -Leu-Leu- Val-Asp-Val- Pro- Pro-Glu-Glu-Pro-Gln-Leu- 
Ser-Cys-Phe-Arg-Lys- . 

CLMS (3) 

3. A peptide according to claim 1, wherein A is a peptide segment of the 
formula : -Arg-Lys-Phe-Gln-Asn-Ser-Pro-Ala-Glu-Asp-Phe-Gln-Glu-Pro-Cys-Gln- 
Tyr-Ser-Gln-Glu-Ser- . 

CLMS (4) 

4. A peptide according to claim 1, wherein A is a peptide segment of the 
formula: -Thr-Ser-Leu-Pro-Gly-Asp-Ser-Val-Thr-Leu-Thr-Cys-Pro-Gly-Val-Glu- 
Pro-Glu-Asp- . 

CLMS (5) 

5. A peptide according to claim 1, wherein A is a peptide segment of the 
formula : -Gln-Ala-Leu-Thr-Thr-Asn-Lys-Asp-Asp-Asp-Asn-Ile-Leu-Phe-Arg-Asp- 
Ser-Ala- . 

CLMS (6) 

6. A peptide according to claim 1, wherein A is a peptide segment of the 
formula : -Trp-Asn-Ser-Ser-Phe-Tyr-Arg-Leu-Arg-Phe-Glu-Leu-Arg-Tyr-Arg-Ala- 
Glu-Arg-Ser-Lys . 

CLMS (7) 

7. A peptide according to claim 1, wherein A is a peptide segment of the 
formula : -Ser-Thr-Pro-Ser-Leu-Thr-Thr-Lys-Ala-Val-Leu-Leu-Val-Arg-Lys-Phe- 
Gln-Asn-Ser-Pro-Ala-Glu-Asp- . 

CLMS (8) 

8. A peptide according to claim 1, wherein A is a peptide segment of the 
formula : -Asn-Pro-Arg-Trp-Leu-Ser-Val-Thr-Trp-Gln-Asp-Pro-His-Ser- . 



CLMS (9) 



9. A peptide according to claim 1, wherein A is a peptide segment of the 
formula: -His-Ser-Trp-Asn-Ser-Ser-Phe-Tyr-Arg-Leu-Arg-Phe-Glu-Leu-Arg-Tyr- 
Arg-Ala-Glu-Arg-Ser-Lys , 

CLMSdO) 

10. A peptide according to claim 1, wherein A is a peptide segment of 
the formula: -Pro-His-Ser-Trp-Asn-Ser-Ser-Phe-Tyr-Arg-Leu-Arg-Phe-Glu-Leu- 
Arg-Tyr-Arg-Ala-Glu-Arg-Ser-Lys- . 

CLMSdl) 

11. A peptide according to claim 1, wherein A is a peptide segment of 
the formula: -Asp-Pro-His-Ser-Trp-Asn-Ser-Ser-Phe-Tyr-Arg-Leu-Arg-Phe-Glu- 
Leu-Arg-Tyr-Arg-Ala-Glu-Arg-Ser-Lys- . 

CLiyiS(12) 

12. A peptide according to claim 1, wherein A is a peptide segment of 
the formula: -Gln-Asp-Pro-His-Ser-Trp-Asn-Ser-Ser-Phe-Tyr-Arg-Leu-Arg-Phe- 
Glu-Leu-Arg-Tyr-Arg-Ala-Glu-Arg-Ser-Lys- . 

CLMS (13) 

13. A peptide according to claim 1, wherein A is a peptide segment of 
the formula: -Trp-Gln-Asp-Pro-His-Ser-Trp-Asn-Ser-Ser-Phe-Tyr-Arg-Leu-Arg- 
Phe-Glu-Leu-Arg-Tyr-Arg-Ala-Glu-Arg-Ser-Lys- . 

CLMS (14) 

14. An adsorbent comprising the peptide according to claim 1 immobilized 
on a carrier. 

CLMS (15) 

15 . An adsorbent comprising the peptide according to claim 2 immobilized 
on a carrier. 

CLMS (16) 

16. An adsorbent comprising the peptide according to claim 3 immobilized 
on a carrier. 

CLMS (17) 

17. An adsorbent comprising the peptide according to claim 4 immobilized 
on a carrier. 

CLMS (18) 

18. An adsorbent comprising the peptide according to claim 5 immobilized 
on a carrier. 

CLMS (19) 

19. An adsorbent comprising the peptide according to claim 6 immobilized 
on a carrier. 



CLiy[S{20) 

20. An adsorbent comprising the peptide according to claim 7 immobilized 
on a carrier. 

CLMS (21) 

21. An adsorbent comprising the peptide according to claim 8 immobilized 
on a carrier. 

CLMS (22) 

22. An adsorbent comprising the peptide according to claim 9 immobilized 
on a carrier. 

CLMS (23) 

23. An adsorbent comprising the peptide according to claim 10 
immobilized on a carrier. 

CLMS (24) 

24. An adsorbent comprising the peptide according to claim 11 
immobilized on a carrier. 

CLMS (25) 

25. An adsorbent comprising the peptide according to claim 12 
immobilized on a carrier. 

CLMS (26) 

26. An adsorbent comprising the peptide according to claim 13 
immobilized on a carrier. 
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Introducing avidin-biotin complex ELISA for anti-DNA antibody, the 
mechanism of in vitro production of anti-ssDNA antibody as well as of 
polyclonal immunoglobulin mediated by an IL-6-IL-6R loop was studied in 
patients with systemic lupus erythematosus (SLE) . Regardless of the 
presence or absence of T cells, B cells from SLE patients could produce IgG 
anti-ssDNA antibody as well as total IgG without any stimulation. Low 
density B cells obtained by Percoll gradient density centrif ugation 
responded to rIL-6 to produce IgG and IgG anti-ssDNA antibody. rIL-2 and 
rIL-4 had lesser effects on the differentiation of low density B cells. In 
fact, IL-6R was preferentially expressed on low density B cells from active 
SLE patients, as detected by anti-IL-6R MoAb, MT18, which did not inhibit 
IL-6 binding. SLE B cells, especially high density B cells, produced 
greater amounts of IL-6 in culture supernatants than did T cells, 
regardless of whether disease was active or inactive. Normal T cells and B 
cells did not produce significant amounts of IL-6. Thus, endogenous IL-6 
produced by high density B cells bound to the IL-6R preferentially 
expressed on the low density B cells, and drove them into terminal 
differentiation, especially in active SLE patients. Further, addition of 
polyclonal anti-IL-6 or anti-IL-6R MoAb (PMl) , which irihibited IL -6 
binding, both inhibited IgG anti-ssDNA antibody as well as total IgG 
production by SLE B cells in a dose -dependent manner. These results suggest^ 
that interruption of the autocrine IL-6 loop would be of therapeutic value j 
in SLE. 
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ANTI -MURINE IL-6 RECEPTOR ANTIBODY INHIBITS IL-6 EFFECTS IN- VIVO 

SUZUKI H; YASUKAWA K; SAITO T; ANZAI M; GOITSUKA R; HASEGAWA A; OHSUGI Y; 
TAGA -T; KISHIMOTO T 

INSTITUTE MOLECULAR CELLULAR BIOLOGY, OSAKA UNIV. 1-3, YAMADAOKA, 
SUITA-SHI, OSAKA 565, J APAN 

IMMUNOL LETT 30 (1) . ^^ TggT^ 17-22. CODEN: IMLED 

Full Journal Title: Immunology Letters 

Language: ENGLISH 

Thrombopoiesis, as well as antibody production, is one of the major 
events in which interleukin-6 (IL-6) has been reported to be involved. 
Polyclonal antimurine IL-6 receptor antibody was prepared to examine the 
effect of the antibody on these events in IL-6-treated mice. Administration 
of the anti -mI L-6R antibody inhibited the IL-6 -induce d, increase in the 
number of pXafTelets . Enhancement of the serum level"^ of DNP-specific 
antibody by intraperitoneal injection of IL-6 was inhibited completely with 
simultaneous administration of the anti-mIL-6R antibody. The level of 
DNP-specific antibody was decreased, even below the basal value, by the 
higher dose of anti-mIL-6R antibody, indicating its effect also on 
endogenous 11-6. This work provides evidence that anti-IL-6R antibody 
inhibits IL-6 function in vivo, and provides an animal model of the 
therapeutic use of anti-IL-6R antibody for IL-6-related disease. 
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ROLE OF INTERLEUKIN 6 IN THE GROWTH OF MYELOMA- DERIVED CELL LINES 
BARUT B A; ZON L I; COCHRAN M K; PAUL S R; CHAUHAN D; MOHRBACHER A; 

FINGEROTH J; ANDERSON K C 

DIV, TUMOR IMMUNOL,, DANA-FARBER CANCER INST., 44 BINNEY ST., BOSTON, 

MASS. 02115. 

LEUK RES 16 (10). 1992. 951-959. CODEN: LERED 
Full Journal Title: Leukemia Research 
Language: ENGLISH 

The role of interleukin 6 (IL-6) in the growth of five multiple 



myeloma -derived cell lines was characterized. The U266 and RPMI 8226 cells 
lines demonstrated increased DNA synthesis when cultured with exogenous 
IL-6, expressed IL-6 cell surface receptors (IL-6Rs) and expressed mRNA for 
IL-6R. However, these cells did not secrete detectable IL-6 protein, and a 
neutralizing antibody to IL-6 did not inhibit their growth. Three other 
myeloma-derived cells lines ARH-77, Iiyi-9 and HS-Sultan did not respond to 
exogenous IL-6, secrete IL-6 or express cell surface IL-6Rs. The IL-6 
responsive cell lines bore late B-cell surface antigens (Ags) , CD38 and 
PCA-1, whereas those lines which were non-IL-6 responsive strongly 
expressed Bl (CD20) and B4 (CD19) Ags, representing earlier stages in 
B-cells differentiation. Finally, the two IL-6 responsive cell lines did 
not express Epstein-Barr virus (EBV) proteins; in contrast, EBV encoded 
proteins typically expressed during latency could be detected in the three 
non-IL-6 responsive lines, confirming infection with virus. These studies 
clarify the heterogeneity observed in the myeloma cell line phenotype and 
biology and suggest that the U266 and RPMI 8226 cells lines, which express 
IL-6 cell surface receptors and are IL-6 responsive, may be useful for 
further study of IL-6 signal transduction in and related IL-6 mediated 
growth of myeloma in vivo. In contrast, those cell lines which are 
IL-6 -independent provide a model for further study of EBV transformation 
and IL-6 -dependent growth mechanisms in malignancy. 
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CLINICAL APPLICATIONS OF IL6 INHIBITORS 
KLEIN B; LU Z Y; BATAILLE R 

LAB. D'ONCOGENESE IMMUNOHEMATOL . , INST. DE BIOL., 9 QUAI MONCOUSU, 44035 
NANTES, FR. 

RES IMMUNOL 143 (7). 1992, 774-776. CODEN: RIMME 
Full Journal Title: Research in Immunology 
Language: ENGLISH 
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ANTI -HUMAN INTERLEUKIN- 6 RECEPTOR ANTIBODY INHIBITS HUMAN MYELOMA GROWTH 
IN-VIVO 

SUZUKI H; YASUKAWA K; SAITO T; GOITSUKA R; HASEGAWA A; OHSUGI Y; TAGA T; 
KISHIMOTO T 

DEP. MED. Ill, OSAKA UNIV. MED. SCH. , 1-1-50 FUKUSHIMA, FUKUSHIMA-KU, 
OSAKA 553, JPN. 

EUR J IMMUNOL 22 (8). 1992. 1989-1993. CODEN: EJIMA 
Full Journal Title: European Journal of Immunology 
Language: ENGLISH 

Myeloma is one of the interleukin (IL) -6-related diseases to which 
abnormal expression of IL-6 has been reported to be linked. We examined the 
in vivo inhibitory effect of anti-human IL-6 receptor (IL-6R) antibody on 
human myeloma cell growth in mice. SCID mice were subcutaneously inoculated 
with solid tumor of the myeloma cell line S6B45 in which human IL-6 was 
acting as an autocrine growth factor. Ten intraperitoneal administrations 
of 100 .mu.g of -^the anti-human IL-6R antibody PMl at 48-h intervals 



strongly inhibited the growth of S6B45 cells when the administration 
started 24 h after tumor inoculation. The tumor growth inhibition in vivo 
was also observed by administration of the anti-human IL-6 antibody MH166 
using the same procedure as for PMl . The inhibitory effect of PMl was not 
significant when the administration started 5 or more days after tumor 
inoculation. This work indicates that anti-human IL-6R antibody, as well as 
ant i -human IL-6 antibody inhibits human myeloma growth in vivo, and 
provides an animal model for testing the therapeutic value of agents such 
as antibodies to human IL-6, IL-6R and gpl30, an IL-6R-associated signal 
transducer, in the treatment of human myelomas. 
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INCREASE IN INTERLEUKIN 6 IL-6 AND IL-6 RECEPTOR EXPRESSION IN A HUMAN 

MULTIPLE MYELOMA CELL LINE U-266 DURING LONG-TERM IN-VITRO CULTURE AND THE 

DEVELOPMENT OF A POSSIBLE AUTOCRINE IL-6 LOOP 

JERNBERG-WIKLUND H; PETTERSSON M; CARLSSON M; NILSSON K 

LAB, TUMOR BIOLOGY, DEP. PATHOLOGY, UNIV. HOSP., S-751 85 UPPSALA, 

SWEDEN . 

LEUKEMIA (BASINGSTOKE) 6 (4). 1992. 310-318. CODEN: LEUKE 
Language: ENGLISH 

A human multiple myeloma (MM) cell line, U-266, has developed the ability 
to grow independently of exogenous interleukin 6 (IL-6) during long-term 
cultivation in vitro. The early passage, feeder-cell dependent U-266 cell 
line (U-266-1970) was compared with the late passage U-266-1984 cell line 
with respect to response to IL-6, IL-l.beta. and tumour necrosis factor 
.alpha, and expression of IL-6 and IL-6 receptor (IL-6R) mRNA and protein. 
The results showed that; (a) only the U-266-1970 cell line was stimulated 
to growth by IL-6, (b) IL-6 and IL-6R mRNA were expressed in both cell 
lines, (c) the level of IL-6 mRNA was increased in the U-266-1984 cell line 
and only this line produced IL-6 and, (d) the level of IL-6R mRNA was 
highest in the U-266-1984 cell line and the number of IL-6R about ten times 
higher than in U-266-1970. The growth of the IL-6 -producing U-266-1984 cell 
line was inhibited by 30% by anti-IL-6R antibodies suggesting the 
possibility that an autocrine IL-6 loop might have developed during the 
long-term cultivation. In addition to many other phenotypic alterations of 
the U-266 cell line, having developed as a consequence of tumor progression 
in vitro, its growth factor requirement seems to have evolved from a 
dependence on IL-6 as a paracrine growth factor to a capacity for 
autonomous growth, dependent on autocrine IL-6 stimulation. Whether such a 
development also may take place in MM clones in vivo remains to be 
established. 
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AUTOSTIMULATORY EFFECTS OF IL-6 ON EXCESSIVE B CELL DIFFERENTIATION IN 
PATIENTS WITH SYSTEMIC LUPUS ERYTHEMATOSUS ANALYSIS OF IL-6 PRODUCTION AND 
IL-6R EXPRESSION 

KITANI A; HARA M; HIROSE T; HARIGAI M; SUZUKI K; KAWAKAMI M; KAWAGUCHI Y; 
HIDAKA T; KAWAGOE M; NAKAMURA H 
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8588351 BIOSIS Number: 92053351 

PREPARATION OF SOLUBLE MURINE IL-6 RECEPTOR AND ANTI-MtJRINE II -6 RECEPTOR , 
ANTIBODIES ^"^^ ' 

SAITO T; YASUKAWA K; SUZUKI H; FUTATSUGI K; FUKUNAGA T; YOKOMIZO C; 
KOISHIHARA Y; FUKUI H; OHSUGI Y; ET AL 

DIV. IMMUNOL., INST, MOL . CELL. BIOL., OSAKA UNIV. , 1-3 YAMADA-OKA, 
SUITA-SHI, OSAKA 565, JPN. 

J IMMUNOL 147 (1). 1991. 168-173. CODEN: JOIMA 

Full Journal Title: Journal of Immunology 

Language : ENGLISH 

Starting with a previously isoalted cDNA clone encoding murine IL-6R, a 
stable transformed Chinese hamster ovary cell line constitutively 
expressing soluble murine IL-6R (smIL-6R) has been established. The smIL-6R 
was purified to homogeneity by sequential filtration and chromatography of 
culture medium. The smIL-6R augmented the sensitivity of Ml cells to IL-6 
in their growth inhibition in a dose-response manner. Rat hybridomas 
producing mAb specific to murine IL-6R were also established. One of the 
clones, RS13, produced IgG2a isotype that was capable of inhibiting IL-6 
activity. ELISA for the quantitation of smIL-6R was established, which 
could detect smIL-6R in a quantity as low as 1 ng/ml . 
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IL-6 AND TUMOR NECROSIS FACTOR-ALPHA AUTOCRINE AND PARACRINE CYTOKINES 
INVOLVED IN B CELL FUNCTION 

RIECKMANN P; D'ALESSANDRO F; NORDAN R P; FAUCI A S; KEHRL J H 

LAB. IMMUNOREGULATION, NATIONAL INST. ALLERGY INFECTIOUS DISEASES, NIH, 
BUILDING 10, ROOM 11 B 13, BETHESDA, MD . 20892. 

J IMMUNOL 146 (10)... 1991. 3462-3468, CODEN: JOIMA 

Full Journal Title: Journal of Immunology 

Language : ENGLISH 

IL-6 and TNF-, alpha, are synthesized and secreted by normal tonsillar B 
cells after stimulation with the polyclonal B cell activator Staphylococcus 
aureus Cowan strain 1 (SAC) and IL-2 as well as spontaneously by in vivo 
activated B cells from patients with hypergammaglobulinemia. Using specific 
neutralizing antibodies, both factors were shown to be involved in 
autocrine and/or paracrine regulation of B cell differentiation. IgG 
induced by SAC/ IL-2 stimulation was reduced 73% with an anti-IL-6 antibody 
and 40% with an anti-TNF- .alpha. antibody. Similar effects of these 
antibodies were observed on the spontaneous in vitro IgG production by 
lymphoblastic B cells from six patients with hypergammaglobulinemia'. 
Kinetic studies with SAC/IL-2 -activated B cells revealed that the 
anti-TNF- .alpha. antibody must be present at the beginning of the culture 
to exert an effect on Ig production, whereas the anti-IL-6 antibody reduced 
Ig production even if added as late as day 3 . This sequential action of 
TNF-. alpha, and IL-6 on B cell differentiation was reflected by different 
kinetics of release of these two cytokines into the supernatant of SAC/IL-2 
activated B cells; TNF-. alpha, peaked at 24 h and IL-6 at 96 h after 
stimulation. In addition, it was shown that IL-6 production by in 
vitro-activated B cells was partially blocked by an anti-TNF- .alpha. 



antibody suggesting that TNF-. alpha, regulates IL-6 production in normal B 
cells via an autocrine pathway. We also investigated the effects of 
TGF-.beta. on TNF-. alpha, and IL-6 production by normal B cells. Although 
TGF-.beta. inhibited Ig production by in vitro-activated and in 
vivo-activated B cells, it did not inhibit the release of these cytokines 
from normal B cells. Furthermore, TGF-.beta. did not inhibit the induction 
of nuclear factor-IL-6 nor the expression of IL-6R on activated B cells. 
Thus, although the biologic effects of anti-IL-6 and TGF-.beta. on B cell 
Ig production are similar, their mechanisms of actions appear to be 
distinct . 
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CYTOKINE REGULATION OF LOCALIZED INFLAMMATION INDUCTION OF ACTIVATED B 
CELLS AND IL- 6-MEDIATED POLYCLONAL IGG AND IGA SYNTHESIS IN INFLAMED HUMAN 
GINGIVA 

KONO Y; BEAGLEY K W; FUJIHASHI K; MCGHEE J R; TAGA T; HIRANO T; KISHIMOTO 
T; KIYONO H 

DEP. ORAL BIOLOGY, UNIVERSITY ALABAMA BIRMINGHAM, UAB STATION, 
BIRMINGHAM, ALA. 35294. 

J IMMUNOL 146 (6). 1991. 1812-1821. CODEN: JOIMA 
Full Journal Title: Journal of Immunology 
Language: ENGLISH 

It is well established that increased numbers of plasma cells occur in 
the localized tissues of chronic inflammatory diseases such as adult 
peridontitis, and enzymatic isolation has shown that most B lineage cells 
proudce IgG-subclass with some IgA-subclass responses. It would be of 
importance to determine if excess production of cytokines in the localized 
lesion account for these responses and in the present study we have 
assessed gingival mononuclear cell (GMC) supernatants for cytokines that 
activate B cells including IL-6R expression and for levels of IL-6 present. 
Inasmuch as limited numbers (.apprx.l to 3 .times. 106 cells) of GMC were 
obtained from surgically removed tissues (.apprx. 400 mg) , we have focused 
on the analysis of IL-6 production by GMC in this study. Further, initial 
evidence of additional cytokines that are produced by GMC and induce 
expression of IL-6R on resting B cells has been obtained. The GMC and PBMC 
from individual patients were cultured in the presence (or absence) of Con 
A. Higher levels of IL7_6 were produced spontaneously by.GMC_when compared 
with Con A - s t imu la t ecT'l^MC . When PBMC cultures were "supplemented~with GMC 
supernatants obtained from the same patient, high numbers of spot -forming 
cells (SFC) , mainly in IgG followed by IgA isotype, were seen. The 
induction of SFC by GMC supernatants was inhibited by incubation with a 
goat anti -human IL-6 antibody. When the effect of GMC supernatants on 
subclasses of PBMC SFC was determined, the response was IgGl > IgG2 > IgG3 
= IgG4 and IgAl > IgA2, a pattern remarkably similar to the distribution of 
plasma cells in the GMC itself. To assess for cytokines in GMC supernatants 
that mediated B cell activation, supernatants containing anti-IL-6 were 
cultured with PBMC or purified B cells for 72 h. This treatment induced 
small proliferative B cell responses and elevated expression of IL-6R on B 
cells, but did not induce SFC responses. Further, incubation of B cells 
with GMC supernatants induced resting B cells (GO/Gl) to enter the cell 
cycle (S and G2/M) . Addition of human rIL-6 to these cultures on day 3 
restored IgG- and IgA-subclass SFC responses by day 7. Cytokine -induced 
IL-6R expression also occured in vivo because freshly isolated GMC 



expressed high levels of this receptor. These results show that GMC produce 
cytokines that induce B cell activation including IL-6R expression and 
secrete IL-6 that regulates B cell terminal differentiation into plasma 
cells of IgG- and IgA- subclasses . We are currently assessing the cytokines 
produced by GMC that induce the expression of IL-6R on B cells. 
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INTERLEUKIN-6 IL-6 IS AN INTERMEDIATE IN IL-1- INDUCED PROLIFERATION OF 
LEUKEMIC HUMAN MEGAKARYOBLASTS 

BRACK M A; LOWENBERG B; MANTOVANI L; SCHWULERA U; MERTELSMANN R; HERRMANN 

F 

DEP. HEMATOLOGY ONCOLOGY, UNIVERSITY FREIBURG MEDICAL CENTER, 
HUGSTETTERSTRASSE 55, D-7800 FREIBURG, GER. 

BLOOD 76 (10). 1990. 1972-1979. CODEN: BLOOA 
Full Journal Title: Blood 
Language : ENGLI SH 

We have examined the in vitro effects of recombinant human (rh) 
interleukin-1 (IL-1) on the growth of purified megakaryoblasts obtained 
from patients with acute megakaryoblastic leukemia. We demonstrate that 
both IL-1 alpha and IL-1 beta treatment of these cells led to stimulation 
of DNA synthesis (as shown by increase of 3H-thymidine incorporation up to 
35 -fold) and also resulted in colony formation of leukemic megakaryoblasts. 
However, the stimulatory effect of IL-1 was dependent on endogenous 
production of IL-6, because addition of neutralizing monoclonal antibody 
(MoAb) to IL-6 abrogated the stimulatory activity of IL-1. In contrast, 
neutralizing MoAbs to granylocyte (G) -colony stimulating factor (CSF) , 
granulocyte -macrophage (GM) -CSF, ' and macrophage (M) -CSF failed tr 
counteract the growth- enhancing effects of IL-1. Leukemic megakaryoblasts 
accumulated IL-6 mRNA and released IL-6 protein into their culture 
supernatant when exposed to rh IL-1 but failed to disclose transcripts for 
G-, GM-, and M-CSF under these conditions. Analysis of IL-6 receptor 
(IL-6R) transcript levels demonstrated that megakaryoblasts constitutively 
expressed IL-6R mRNA and that these transcripts are down- regulated to 
undetectable levels upon exposure to IL-1 and IL-6, Increase of 
3H- thymidine incorporation by megakaryoblasts could be duplicated by 
exogenous IL-6 that could be blocked by neutralizing MoAb to IL-6. In 
conclusion, our results suggest that leukemic megakaryogblasts could 
produce and secrete IL-6, and express IL-6R, and that the growth- enhancing 
effect of IL-1 on these cells is indirect, via production of IL-6 by 
leukemic cells. 
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ASSOCIATION BETWEEN IL-6 AND CD40 SIGNALING IL-6 INDUCES PHOSPHORYLATION 
OF CD- 40 RECEPTORS 

CLARK E A; SHU G 

REG. PRIMATE RES. CENT. SJ-50, CENT HEALTH SCI., UNIV. WASHINGTON, 
SEATTLE, WA 98195. 

J IMMUNOL 145 (5). 1990. 1400-1406. CODEN: JOIMA 



Full Journal Title: Journal of Ittimunology 
Language: ENGLISH 

CD40 mAb at subsaturating doses inhibit the growth of transf ormants of 
the M12 murine cell line expressing intact full length CD40 molecules 
(M12/CD40+ cells) but do not inhibit the growth of two M12 transf ormants 
expressing either a mutant CD40 cDNA missing most of the cytoplasmic tail 
(CD40/tailless) or a mutant cDNA with a substitution at residue 234 
(CD40/23A, Ala for Thr) . Using these transf ormants , we tested a panel of 
cytokines for the ability to mimic CD40 mAb. rIL-6 behaved like CD40 mAb 
and inhibited the growth of M12/CD40+ cells but not of CD40/tailless or 
CD40/234A mutants. The effect of IL-6 on M12/CD40+ cells not only required 
intact CD40 including threonine 234 but also was specific because IL-6 mAb 
blocked the inhibitory activity. The iyil2/CD40+ cells responsive to IL-6 
expressed > 300,000 CD40 molecules/cells but, like M12/CD40-controls, 
expressed only small numbers (<50/cell) of high affinity IL-6R, indicating 
that CD40 is not a receptor for IL-6. Nevertheless, IL-6 utilizes intact 
CD40 efficiently when it signals these cells: treatment of M12/CD40+ cells 
with IL-6 induced increased phosphorylation of CD40 . Conversely, triggering 
CD40 on iyil2/CD40+ cells leads to IL-6 production. Similar effects were 
evident in human CD40+ B cells: IL-6 increased the phosphorylation of CD40 
in the IL-6-responsive cell line, CESS, and CD40 mAb induced IL-6 
production in activated human B cells. Thus, CD40 may function to receive 
and regulate IL-6 -dependent signals in B cells. 
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CHARACTERIZATION OF IL-6 RECEPTOR EXPRESSION BY MONOCLONAL AND POLYCLONAL 
ANTIBODIES 

HIRATA Y; TAGA T; HIBI M; NAKANO N; HIRANO T; KISHIMOTO T 
DIV. IMMUNOL., INST. MOL. CELL. BIOL., OSAKA UNIV., 1-3 YAMADA-OKA, 
SUITA, OSAKA 565, JPN. 

J IMMUNOL 143 (9). 1989. 2900-2906. CODEN: JOIMA 
Full Journal Title: Journal of Immunology 
Language: ENGLISH 

mAb and polyclonal antibodies against human IL-6R were prepared by using 
a murine transf ectant cell line expressing the human IL-6R and a synthetic 
oligopeptide made on the basis of the deduced amino acid sequence as 
immunogens . Immunoprecipitation of radiolabeled IL-6R with these antibodies 
showed that the Mr of a mature IL-6R was 80 kDa and its value was reduced 
to 50K after treatment with 0- and N-glycanase and neuraminidase, 
indicating that IL-6R is a glycoprotein. Two mAb recognizing different 
epitopes were prepared. One, PMl inhibited the binding of 125 I -IL-6 to the 
receptor and blocked the IL-6 -dependent growth of a T lymphoma line, KT3 . 
PMl could not bind to IL-6R when it was saturated with IL-6, indicating 
that this antibody recognizes the IL-6 binding or the adjacent site on 
IL-6R. The other, MT18 was not inhibited by IL-6R, therefore, this could be 
used for cytof luorometric staining of normal cells. Nonstimulated B cells 
expressed undetectable amount of IL-6R regardless of the expression of 
surface IgD. However, after the stimulation with PWM, IL-6R was observed on 
IgD- B cells with a relatively large size, but subtly on IgD- small B cells 
and not on IgD+ B cells, fitting the function of IL-6 which acts on 
activated B cells to induce Ig production. In contrast, IL-6R was detected 
on non- stimulated CD4+/CD8- and CD4-/CD8+ T cells. The level of IL-6R on 
both T cell subpopulations was not significantly changed after stimulation 
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Humanization of a mouse anti-human interleukin-6 receptor antibody- 
comparing two methods for selecting human framework regions 

Sato K; Tsuchiya M; Saldanha J; Koishihara Y; Ohsugi Y; Kishimoto T; 
Bendig M M 

Chugai Pharm. Co. Ltd., Fuji-Gotemba Res. Labs, 1-135 Komakado, 
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Molecular Immunology 31 (5) . 1994. 371-381. 
Full Journal Title: Molecular Immunology 
ISSN: 0161-5890 
Language: ENGLISH 

Print Number: Biological Abstracts Vol, 097 Iss. Oil Ref. 156275 
Mouse monoclonal antibody AUK12-20 binds to human IL-6 receptor and 
inhibits IL-6 functions. It has been humanized by CDR-grafting for 
therapeutic use. In the design of reshaped human AUK12-20 V-L region, the 
human framework regions (FRs) from the human Bence- Jones protein REI were 
used. The reshaped human AUK12-20 light chain, in combination with chimeric 
AUK12-20 heavy chain, bound to antigen as well as chimeric AUK12-20 
antibody. In the design of reshaped human AUK12-2 0 V-H region, two sets of 
the human FRs were chosen and compared. One set was from the consensus 
amino acid sequence for human V-H regions subgroup (HSG)-I and the other 
set was from human antibody HAX, the most similar human V-H region found in 
a database of human immunoglobulin sequences. The HSG-I-based and the 
HAX-based reshaped human AUK12-20 heavy chains in combination with the 
reshaped human AUK12-20 light chain, showed approximately 90 and 100% 
antigen-binding and competition-binding activities as compared to the 
chimeric or mouse AUK12-20 heavy chains. Most importantly, these humanized 
antibodies inhibited the IL-6 -dependent tumor cell growth as well as the 
original mouse antibody suggesting that these humanized antibodies could be 
efficacious in human patients. Our results show that both approaches for 
the design of reshaped human antibodies can be used for successful 
humanization. The approach based on FRs from the most similar individual 
human antibody, however, seemed to be best for designing a reshaped human 
antibody that mimicked as closely as possible the original mouse antibody. 
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Humanization of a mouse anti-human interleukin-6 receptor antibody 
comparing two methods for selecting human framework regions 

Sato K; Tsuchiya M; Saldanha J; Koishihara Y; Ohsugi Y; Kishimoto T; 
Bendig M M 

Chugai Pharm. Co. Ltd., Fuji-Gotemba Res. Labs, 1-135 Komakado, 
Gotemba-shi, Shizuoka 412, JAP 

Molecular Immunology 31 (5). 1994. 371-381. 
Full Journal Title: Molecular Immunology 
ISSN: 0161-5890 
Language: ENGLISH 

Print Number: Biological Abstracts Vol. 097 Iss. Oil Ref . 156275 
Mouse monoclonal antibody AUK12-20 binds to human IL-6 receptor and 
inhibits IL-6 functions. It has been humanized by CDR-grafting for 
therapeutic use. In the design of reshaped human AUK12-20 V-L region, the 
human framework regions (FRs) from the human Bence-Jones protein REI were 
used. The reshaped human AUK12-20 light chain, in combination with chimeric 
AUK12-20 heavy chain, bound to antigen as well as chimeric AUK12-20 
antibody. In the design of reshaped human AUK12-20 V-H region, two sets of 
the human FRs were chosen and compared. One set was from the consensus 
amino acid sequence for human V-H regions subgroup (HSG)-I and the other 
set was from human antibody HAX, the most similar human V-H region found in 
a database of human immunoglobulin sequences. The HSG-I-based and the 
HAX-based reshaped human AUK12-20 heavy chains in combination with the 
reshaped human AUK12-20 light chain, showed approximately 90 and 100% 
antigen-binding and competition-binding activities as compared to the 
chimeric or mouse AUK12-20 heavy chains. Most importantly, these humanized 
antibodies inhibited the IL-6 -dependent tumor cell growth as well as the 
original mouse antibody suggesting that these humanized antibodies could be 
efficacious in human patients. Our results show that both approaches for 
the design of reshaped human antibodies can be used for successful 
humanization. The approach based on FRs from the most similar individual 
human antibody, however, seemed to be best for designing a reshaped human 
antibody that mimicked as closely as possible the original mouse antibody. 
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RESHAPING A HUIVIAN ANTIBODY TO INHIBIT THE INTERLEUKIN 6 -DEPENDENT TUMOR 
CELL GROWTH 

SATO K; TSUCHIYA M; SALDANHA J; KOISHIHARA Y; OHSUGI Y; KISHIMOTO T; 
BENDIG M M 

FUJI-GOTEMBA RESEARCH LAB., CHUGAI PHARMACEUTICAL CO. LTD., 1-135 
KOMAKADO, GOTEMBA, SHIZUOKA 412, JPN. 

CANCER RES 53 (4). 1993. 851-856. CODEN: CNREA 
Full Journal Title: Cancer Research 
Language: ENGLISH 

The mouse PM-1 monoclonal antibody binds to the human interleukin 6 



receptor, inhibits IL-6 functions, and shows strong antitumor cell activity 
against multiple myeloma cells. In order to be effective as a therapeutic 
agent administered to human patients in repeated doses, reshaped human PM-1 
antibodies consisting of human REX -based light chain and NEW-based heavy 
chain variable regions were designed and constructed with the assistance of 
a structural model of the mouse PM-1 variable regions. The best reshaped 
human PM-1 antibody is equivalent to mouse or chimeric PM-1 antibody in 
terms of antigen binding and growth inhibition against multiple myeloma 
cells. Only a few minor changes in the human framework regions were 
required to recreate the mouse PM-1 antigen-binding site within a human 
antibody. The reshaped human PM-1 antibody, therefore, could be efficacious 
in human multiple myeloma patients. 
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Purification and characterization of salivary kallikrein from an 
insect ivore (Scalopus aquaticus) : Substrate specificities, immunoreactivity 
and kinetic analyses 

Richards G P; Zintz C; Chao J; Chao L 

Med. Univ. South Carolina, Dep. Biochemistry Molecular Biol., 171 Ashley 
Ave., Charleston, SC 29425, USA 

Archives of Biochemistry and Biophysics 329 (1). 1996. 104-112. 
Full Journal Title: Archives of Biochemistry and Biophysics 
ISSN: 0003-9861 
Language: ENGLISH 

Print Number: Biological Abstracts Vol. 101 Iss. 012 Ref . 173193 
We report the successful one- step separation of tissue kallikrein from 
the salivary glands of an insectivore, the Eastern Atlantic mole (Scalopus 
aquaticus) by perfusion chromatography. Purified mole salivary kallikrein 
was characterized as a 30-kDa serine proteinase with a pi of 5.3 and a pH 
optimum of 9.0. It was readily recognized by human tissue kallikrein 
antibody in immunoblot analyses. It preferentially hydrolyzes fluorogenic 
peptidyl substrates with arginyl residues, rather than lysyl residues at 
the PI substrate recognition site, indicating that it is like other 
mammalian kallikreins. Mole kallikrein efficiently releases kinin from low 
molecular weight human, dog, and bovine kininogen substrates with specific 
activities similar to that of human tissue kallikrein. Steady state 
kinetics performed with the synthetic tripeptidyl substrates, Phe-Phe-Arg- , 
Pro-Phe-Arg- , and Val-Leu-Arg-7-amino-4-methylcoumarin, gave K-m values for 
mole kallikrein of 3.3, 46.1, and 2.8 mu-M, respectively, and specificity 
constants, k-cat/K-m, of 3818, 165, and 8714 s-1 pM-1, respectively. Mole 
kallikrein, when compared with human and rat tissue kallikreins, more 
closely resembles human kallikrein based on immunoreactivity and 



kininogenase activity. Mole kallikrein appears to be a member of a single 
gene or small multigene family. S. aquaticus is recommended for studying 
the evolution of mammalian proteins and may offer advantages over rodent 
models for biomedical research. 



23/7/2 

DIALOG (R) File 55:BIOSIS PREVIEWS (R) 
(c) 1996 BIOSIS. All rts. reserv. 

12032670 BIOSIS Number: 98632670 

Two consecutive nucleotide substitutions resulting in the T3 receptor 
beta gene resulting in an 11-amino acid truncation in a patient with 
generalized resistance to thyroid hormone 

Miyoshi Y; Nakamura H; Sasaki S; Tagami T; Misaki T; Konishi J; Nakao K 

2nd Div., Dep. Internal Med., Hamamatsu Univ. Sch, Med,, 3600 Hamadacho, 
Hamamatsu 431-31, Japan 

Molecular and Cellular Endocrinology 114 (1-2). 1995. 9-17. 

Full Journal Title: Molecular and Cellular Endocrinology 

ISSN: 0303-7207 

Language: ENGLISH 

Print Number: Biological Abstracts Vol. 101 Iss. 004 Ref. 048415 
We identified unusual mutations in the T3 receptor (TR) beta gene in a 
6-year-old Japanese girl with generalized resistance to thyroid hormone. 
Two consecutive base substitutions, T to A and C to A at nucleotide 
positions 1637 and 1638, respectively, changed the 451st codon coding for 
Phe(TTC) to stop codon (TAA) , resulting in an 11-amino acid 
carboxyl (C) -terminus truncation. The patient was a heterozygote . Western 
blotting using an anti-TR antibody demonstrated the truncated receptor 
protein. The patient showed severe mental retardation (IQ41) , disturbance 
in speech development, and attention deficit hyperactivity disorder. 
Thyroid functional status by clinical evaluation was considered within the 
normal range in spite of high serum thyroid hormone levels (T4 725.9 
nmol/1, T3 12.7 nmol/1, FT4 166.0 pmol/l) . TSH increased from 0.6 to 24 
mU/L after TRH (150 mu-g) injection, TSH secretion as well as 1231-uptake 
was suppressed only partially by T3 (75 mu-g/day for a week) . Close 
examination of thyroid functions and TR-beta gene analysis were not 
possible in the family, except for paternal grandmother and one of her two 
sisters who showed no abnormality. The patient's truncated TR-beta showed 
very low T3 binding activity (K-a = 0.1 times 10-10 M) , transcriptional 
activity, and a very strong dominant negative effect. When co-expressed 
with wild-type TR-beta at the molar ratio 1:1 in CV-1 cells, the mutant 
receptor inhibited the wild-type TR-beta transcriptional activity by 74% at 
10 nM T3 . Even 1 mu-M T3 could not normalize these impaired functions. 
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The regulatory site of functional GTP binding protein coupled to the high 
affinity cholecystokinin receptor and phospholipase A- 2 pathway is on the 
G-beta subunit of G-q protein in pancreatic acini 

Tsunoda Y; Owyang C 

Dep. Internal Med., Univ. Mich,, Ann Arbor, MI 48109, USA 
Biochemical and Biophysical Research Communications 211 (2), 1995. 
648-655. 



Full Journal Title: Biochemical and Biophysical Research Cotnmuni cat ions 
ISSN: 0006-291X 
Language: ENGLISH 

Print Number: Biological Abstracts Vol. 100 Iss. 005 Ref. 064700 
A non-hydrolysable guanosine nucleotide analog, GTP(S) at 200 mu-M, 
stimulated amylase secretion which was inhibited by an anti-phospholipase 
A-2 (PLA-2) antibody in permeabilized pancreatic acini, indicating that the 
PLA-2 pathway is linked to the GTP binding protein. A high affinity 
cholecystokinin (CCK) receptor agonist, CCK-OPE (10 mu-M) , and a low 
affinity receptor agonist, CCK- 8 (0.1 mu-M) , both caused amylase secretion 
in permeabilized cells. The action of CCK-OPE was abolished by the GB 
antibody but not by the G-alpha-q,ll antibody, whereas the opposite was 
true of the CCK- 8 response. Biscoclaurine alkaloid isotetrandrine (10 
mu-M) , a specific inhibitor of PLA-2-coupled G proteins, abolished Ca-2+ 
oscillations and amylase secretion induced by CCK-OPE (0.1100 nM) , but not 
by CCK-8 (10 pM) in intact acini. Gp antagonist-2A (10 mu-M), which 
inhibits the activation of Gq, also inhibited the actions of CCK-OPE (10 
pM-1 mu-M) in intact acini. These observations indicate that the functional 
unit of the heterotrimeric G protein coupled to the high affinity CCK 
receptor appears to be different from that linked to the low affinity CCK 
receptor/G-q-alpha pathway. The regulatory site of this G protein coupled 
to the high affinity CCK receptor is on the beta subunit of G-q protein 
which elicits Ca-2+ oscillations and monophasic amylase secretion via the 
PLA-2 pathway. 
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Subclinical hypothyroidism resulting from autoimmune thyroiditis in 
female patients with endogenous depression 

Custro N; Scafidi V; Lo Baido R; Nastri L; Abbate G; Cuffaro M P; Gallo S 
; Vienna G; Notarbartolo A 

Cattedra di Patologia Medica, Via del Vespro 141, 90127 Palermo, Italy 

Journal of Endocrinological Investigation 17 (8). 1994. 641-646. 

Full Journal Title: Journal of Endocrinological Investigation 

ISSN: 0391-4097 

Language: ENGLISH 

Print Number: Biological Abstracts Vol. 099 Iss, 005 Ref. 061389 
Thyroid function and presence of thyroid autoantibodies were assessed in 
a group of 75 consecutive female patients with mood disturbances and in a 
group of 38 healthy women of similar age recruited as controls. Nine 
patients suffered from major (endogenous) depression and 66 from minor 
(neurotic) depression. The individual patients had normal values of 
circulating thyroid hormones. Nevertheless, endogenously depressed patients 
had total serum triiodothyronine (M +- SE=1 . 49+-0 . 09 nmol/1) and both total 
(83.9+-4.3 nmol/1) and free serum thyroxine (13.9 +- 1.1 pmol/1) lower than 
in the group of minor depressed and in the group of controls (p It 0.01, in 
both comparison) . The median value of serum thyrotropin was 5.22 mU/1 in 
the major depressed patients versus 1.72 mU/1 in the minor depressed and 
1.69 mU/1 in the controls. Thyroid function test results in the minor 
depressed group did not significantly differ from those in the controls. 
Five of the 9 endogenously depressed patients were subclinically 
hypothyroid, while none of the 66 patients with minor depressive disorder 
showed thyroid dysfunction. Antibodies against thyroglobulin and/or thyroid 
peroxidase were positive in all the 5 endogenously depressed women with 



subclinical hypothyroidism, revealing a symptomless autoimmune thyroiditis, 
which was also confirmed by ultrasonography in all cases and 
histopathologically demonstrated in one case. None of the endogenously 
depressed women without thyroid dysfunction and none of the 66 minor 
depressives were seropositive for thyroid autoantibodies. Only one of the 
non-depressed women in the control group was found seropositive for TPO-Ab 
and showed an exaggerated TSH responsiveness to TRH stimulation. The 
findings indicate the possibility that endogenous depression is accompanied 
by latent hypothyroidism in an appreciable proportion of women. The 
detection of thyroid autoantibodies in such patients suggests that 
affective disorders might play a precipitating role in the development of 
thyroid autoimmune disease. Therefore, the possibility of immunological 
damage should be taken into consideration whenever depressed women display 
biochemical thyroid dysfunction. 
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Transforming growth factor beta 2 is the predominant isoform in the 
neural retina, retinal pigment epithelium-choroid vitreous of the monkey 
eye 

Pfeffer B A; Flanders K C; Guerin C J; Danilepour D; Anderson D H 
Storz Div. American Cyanamid, Build. 96, Room 225A, 401 N. Middletown 
Road, Pearl River, NY 10965, USA 

Experimental Eye Research 59 (3). 1994. 323-333. 
Full Journal Title: Experimental Eye Research 
ISSN: 0014-4835 
Language: ENGLISH 

Print Number: Biological Abstracts Vol. 099 Iss. 001 Ref. 013460 
Several techniques were utilized to assess the levels, disposition and 
cellular sources of isoforms 1 and 2 of transforming growth factor beta 
(TGF-beta) in the posterior pole of the monkey eye. Freshly dissected 
tissues, as well as the saline vehicles in which dissections were 
performed, were analysed by sandwich enzyme-linked immunosorbent assay. In 
all tissues TGF-beta-2 was the predominant isoform, with beta-2 :beta-l 
ratios of 6: 1 for neural retina (as ng g-1) and 425:1 for vitreous (as 
pmol 1-1). Retinal pigment epithelium (RPE) -Bruch ' s membrane -choroid 
complex contained approximately 10 times the amount of both TGF-beta 
isoforms as neural retina. For first passage cultures of monkey RPE, 
TGF-beta-2, but not TGF-beta-1, accumulated over time in conditioned media 
samples. Immunoreactivity for TGF-beta-2 was detected both in tissue 
sections of posterior pole, specifically in rod outer segments and RPE, and 
also in the first passage cultures of RPE. Antibodies to specific peptide 
sequences of both isoforms localized TGF-beta to the outer segments of rod 
photoreceptors. The apparent sequestration of TGF-beta-2 in photoreceptor 
outer segments, as well as the in vitro evidence for possible synthesis and 
release by RPE, suggest that TGF-beta-2 is an important modulator of visual 
function acting at the retina-RPE interface. 
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Cryptic nature of envelope V3 region epitopes protects primary 
monocytotropic human immunodeficiency virus type 1 from antibody 
neutralization 

Bou-Habib D C; Roderiquez G; Oravecz T; Herman P W; Lusso P; Norcross M A 

Div. Hematol. Products, Center Biol. Evaluation Res., Food Drug 
Administration, NIH, Building 29A, Room 3B10, 8800 Rockville Pike, HFiyi-541, 
Bethesda, MD 20892, USA 

Journal of Virology 68 (9). 1994. 6006-6013. 

Full Journal Title: Journal of Virology 

ISSN: 0022-538X 

Language: ENGLISH 

Print Number: Biological Abstracts Vol. 098 Iss. 008 Ref, 103809 
Characterization of biological and immunological properties of human 
immunodeficiency virus type 1 (HIV-1) is critical to developing effective 
therapies and vaccines for AIDS. With the use of a novel CD4+ T-cell line 
(PM-l) permissive to infection by both monocytotropic (MT) and 
T-cell-tropic virus types, we present a comparative analysis of the 
immunological properties of a prototypic primary MT isolate of HIV-1 strain 
JR-CSF (MT-CSF) with those of a T-cell-tropic variant (T-CSF) of the same 
virus, which emerged spontaneously in vitro. The parental MT-CSF infected 
only PM-l cells and was markedly resistant to neutralization by sera from 
HIV-l-inf ected individuals, rabbit antiserum to recombinant MT-CSF gpl20, 
and anti-V3 monoclonal antibodies. The T-CSF variant infected a variety of 
CD4+ T-cell lines, contained positively charged amino acid substitutions in 
the gpl20 V3 region, and was highly sensitive to antibody neutralization. 
Neutralization and antibody staining of T-CSF-expressing cells were 
significantly inhibited by HIV-1 V3 peptides; in contrast, the MT strain 
showed only weak V3- specific binding of polyclonal and monoclonal 
antibodies. Exposure of PM-l cells to a mixture of both viruses in the 
presence of human anti-HIV-1 neutralizing antiserum resulted in infection 
with only MT-CSF. These results demonstrate that although the V3 region of 
MT viruses is immunogenic, the target epitopes in the V3 principal 
neutralizing domain on the membrane form of the MT envelope appear to be 
cryptic or hidden from blocking antibodies. 
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Direct and correlated responses to multitrait, divergent selection for 
immunocompetence 

Kean R P; Cahaner A; Freeman A E; Lament S J 

Dep. Animal Sci., Iowa State Univ., Ames, lA 50011, USA 

Poultry Science 73 (1), 1994. 18-32, 

Full Journal Title: Poultry Science 

ISSN: 0032-5791 

Language: ENGLISH 

Print Number: Biological Abstracts Vol. 097 Iss, 006 Ref, 079999 
Leghorn lines had been selected for an immunocompetence index based on 
four traits: antibody production to Mycoplasma gallisepticum (MG) and 
Pasteurella multocida (PM) vaccines, reticuloendothelial clearance of 
colloidal carbon (CCA) , and cell -mediated, wing web response to 
phytohemagglutinin (PHA) . The purpose of this study was to produce 
replicated lines of chickens with divergent levels of multitrait 
immunocompetence by index selection. The objectives of analyses of 
Generations 5 to 7 of this study was to characterize these lines with 



respect to immune- response traits, correlations among these traits, and 
correlated responses in other important production traits. Differences (P 
It .05) existed between the lines selected for high or low immune response 
and between the two replicates in mean breeding values and in individual 
immune- response traits. Averages of heritability estimates, weighted by 
number of offspring and pooled across three generations (two cycles of 
selection) , estimated by using sire variance components and 
parent-off spring correlations were, respectively, .16 and .09 for the 
index, .31 and .08 for MG, .21 and -.02 for PM, .06 and .05 for CCA, and 
.08 and .12 for PHA. Realized heritabilities (response divided by effective 
selection differential) pooled across the two selection cycles, were .19 
and .11 for the index, .06 and -.01 for MG, .44 and, 32 for PM, 1.52 and 
-1.21 for CCA, and ,48 and. 15 for PHA, for Replicates 1 and 2, 
respectively. Phenotypic correlations among traits were generally small, 
and several estimates were negative. Estimates of genetic correlation 
varied widely. Juvenile and adult body weights, age of first egg, 32 -wk egg 
weight, and rate of egg production were analyzed to evaluate effects of 
selection on these traits of direct economic importance. Very few 
differences were noted. 
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RESHAPING A HUMAN ANTIBODY TO INHIBIT THE INTERLEUKIN 6 -DEPENDENT TUMOR 
CELL GROWTH 

SATO K; TSUCHIYA M; SALDANHA J; KOISHIHARA Y; OHSUGI Y; KISHIMOTO T; 
BENDIG M M 
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CANCER RES 53 (4). 1993. 851-856. CODEN: CNREA 
Full Journal Title: Cancer Research 
Language: ENGLISH 

The mouse PM-1 monoclonal antibody binds to the human interleukin 6 
receptor, inhibits IL-6 functions, and shows strong antitumor cell activity 
against multiple myeloma cells. In order to be effective as a therapeutic 
agent administered to human patients in repeated doses, reshaped human PM-1 
antibodies consisting of human REI -based light chain and NEW-based heavy 
chain variable regions were designed and constructed with the assistance of 
a structural model of the mouse PM-1 variable regions. The best reshaped 
human PM-1 antibody is equivalent to mouse or chimeric PM-1 antibody in 
terms of antigen binding and growth inhibition against multiple myeloma 
cells. Only a few minor changes in the human framework regions were 
required to recreate the mouse PM-1 antigen-binding site within a human 
antibody. The reshaped human PM-1 antibody, therefore, could be efficacious 
in human multiple myeloma patients. 



23/7/9 

DIALOG (R) File 55: BIOSIS PREVIEWS (R) 
(c) 1996 BIOSIS. All rts. reserv. 

10098735 BIOSIS Number: 95098735 

DEVELOPMENT OF MONOCLONAL ANTIBODIES SPECIFIC FOR 1 N-2 
ETHENODEOXYGUANOSINE AND N-2 3 ETHENODEOXYGUANOSINE AND THEIR USE FOR 
QUANTITATION OF ADDUCTS IN G12 CELLS EXPOSED TO CHLOROACETALDEHYDE 



FOILES P G; MIGLIETTA L M; NISHIKAWA A; KUSMIEREK J T; SINGER B; CHXJNG 
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CARCINOGENESIS (OXF) 14 (1). 1993, 113-116. CODEN: CRNGD 
Language: ENGLISH 

Monoclonal antibodies specific for N2 , 3-ethenodeoxyguanosine 

(N2, 3- .epsilon.dGuo) and 1, N2-ethenodeoxyguanosine (1,N2- . epsilon.dGuo) 
were developed. In a competitive ELISA, 50% inhibition of binding of the 
N2, 3- .epsilon.dGuo specific antibody (ETHl) was achieved with 18 fmol of 
N2, 3- .epsilon.dGuo. Fifty per cent inhibition of the 

1,N2- .epsilon.dGuo- specif ic antibody (ETH2) required 11 pmol 
1,N2- .epsilon.dGuo. Immunoassays for N2, 3- .epsilon.dGuo and 

1,N2- .epsilon.dGuo in single -stranded DNA were developed using these 
antibodies. The immunassays could detect as little as 48 fmol of 
N2, 3- .epsilon.dGuo or 340 fmol 1,N2- .epsilon.dGuo in 25 .mu.g of single 
stranded DNA. These assays and previiously developed immunoassays for 
l,N6-ethenodeoxyadenosine (1,N6- .epsilon.dAdo) and 3 , N4-ethenodeoxycytidine 
(3 ,N4- .epsilon.dCyd) were used to measure etheno adduct levels in DNA of 
cells exposed to chloroacetaldehyde . The cells used were V79 cells with an 
inactivated hprt gene and a single copy of the bacterial gpt gene (G12 
cells). The most abundant etheno adduct was 1,N6- . epsilon.dAdo, followed by 
3, N4- .epsilon.dCyd and N2 , 3- . epsilon.dGuo . 1,N2- .epsilon.dGuo was not 
detected in chloroacetaldehyde-treated G12 cells. Chloroacetaldehyde was 
also shown to be mutagenic in these same cells. 
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INCREASED TISSUE CONCENTRATIONS OF THE GASTRIN PRECURSOR IN PATIENTS 
TREATED WITH OMEPRAZOLE 

NEMETH J; VARRO A; BRIDSON J; WALKER R; DOCKRAY G J 

DEP. PHYSIOL., UNIVERSITY LIVERPOOL, CROWN ST., PO BOX 147, LIVERPOOL L69 
3BX, UK. 

EUR J CLIN INVEST 22 (10). 1992. 638-644. CODEN: EJCIB 

Full Journal Title: European Journal of Clinical Investigation 

Language: ENGLISH 

The main form of gastrin in antral mucosa, the amidated heptadecapeptide 
G17, is generated from an inactive precursor, progastrin, by steps 
involving endopeptidase cleavage and amidation. Gastrin cells are normally 
inhibited by gastric acid and in this study we have examined how 
suppression of acid by treatment with omeprazole for 6-8 weeks influences 
gastrin production in patients with oesophagitis. Plasma concentrations of 
total amidated gastrins in the fasting state increased from 18 to 43 pmol 
1-1; assays specific for G17-immunoreactivity indicated that the plasma 
concentrations of this form increased from 6 to 12 pmoll-1. In endoscopic 
biopsies of antral mucosa there was no change with omepraxole treatment in 
the concentrations of total amidated gastrins, or their immediate 
precursors, the Gly-extended gastrins. However, assays using an antibody 
that reacts with progastrin, together with size exclusion chromatography, 
indicated that tissue progastrin concentration increased 6- fold. The data 
suggest a modest net increase in gastrin production with 
omeprazole- treatment ; because the ratio of tissue concentrations of total 
amidated gastrins to Gly-extended gastrins did not change, it would seem 
that the amidating capacity of the gastrin cell was maintained. However, 



the increase in progastrin concentrations suggests a relative failure of 
the initial steps of post- translational processing, and consequently that 
in certain circumstances endopeptidase cleavage of progastrin may be rate 
limiting. 
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TROPHOBLAST-DERIVED TUMOR NECROSIS FACTOR-ALPHA INDUCES RELEASE OF mjMAN 
CHORIONIC GONADOTROPIN USING INTERLEUKIN-6 IL-6 AND IL- 6 -RECEPTOR-DEPENDENT 
SYSTEM IN THE NORMAL HUMAN TROPHOBLASTS 

LI Y; MATSUZAKI N; MASUHIRO K; KAMEDA T; TANIGUCHI T; SAJI F; YONE K; 
TANIZAWA 0 

1-1-50 FUKUSHIMA, FUKUSHIMA-KU, OSAKA 553, JPN. 

J CLIN ENDOCRINOL METAB 74 (1). 1992. 184-191. CODEN: JCEMA 
Full Journal Title: Journal of Clinical Endocrinology & Metabolism 
Language: ENGLISH 

The titer of tumor necrosis factor- .alpha. (TNF. alpha.) secreted by 
placental blocks was determined by enzyme immunoassay. The source of 
placental TNF. alpha, was immunohistochemically demonstrated with monoclonal 
ant i -TNF. alpha. antibody to be only trophoblasts . Purified trophoblasts 
produced 174.4 ng/L TNF. alpha, by 24 h of culture in vitro. To investigate 
the role of TNF. alpha, in placental hormonogenesis , purified trophoblasts 
were stimulated with recombinant TNF. alpha. ( rTNF. alpha. ) to determine the 
hCG titer by enzyme immunoassay. Trophoblasts stimulated with rTNF. alpha, 
released hCG in a dose-dependent fashion with kinetics similar to those of 
recombinant interleukin-1 (rIL-1) -stimulated trophoblasts. The stimulated 
trophoblasts released IL-6 before hCG, but failed to show hCG release when 
pretreated with anti-IL-6 receptor (anti-IL-6R) monoclonal antibody PM-1. 
However, the pretreatment of trophoblasts with PM-1 did not interfere with 
rTNF- .alpha. -induced IL-6 release, ruling out the possibility of a 
nonspecific toxic effect of PM-1 on trophoblasts. These results suggest 
that trophoblast -derived TNF. alpha, induced IL-6 release and then activated 
the IL-6 -R system in trophoblasts to release hCG, Since IL-1 has also been 
demonstrated to induce similar release of IL-6 and hCG from trophoblasts, 
the effects of TNF. alpha, and IL-1 on these trophoblast functions were also 
examined. Simultaneous stimulation of trophoblasts with rTNF. alpha, and 
.gamma. IL-1 .alpha, resulted in synergistic enhancement of IL-6 release, 
subsequently leading to enhanced hCG release. Collectivity, 
trophoblast -derived TNF. alpha, and IL-1 synergist ically regulated the level 
of IL-6 secreted by trophoblasts, the magnitude of which determined the 
level of hCG released by activating the IL-6-R system in trophoblasts. 
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RADIO- IMMUNOASSAY OF ENDOTHELIN IN HUMAN PLASMA 
SORENSEN S S 

DEP. NEPHROLOGY MED. C, SKEJBY HOSP., DK-8200 AARHUS C, DENMARK. 
SCAND J CLIN LAB INVEST 51 (7). 1991. 615-623. CODEN: SJCLA 
Full Journal Title: Scandinavian Journal of Clinical and Laboratory 
Investigation 



Language: ENGLISH 

Endothelin (ET) is a newly described endothelium-derived 21 -amino -acid 
peptide with potent vasoconstrictive properties. The present study 
describes a radio- iiranunoas say utilizing an antibody without 
cross-reactivity with big endothelin, produced after immunization of 
rabbits with endothelin-1 (ET-1) . Measurement of endothelin in human plasma 
was performed after prior extraction on Sep-pak C18 cartridges. Recovery of 
unlabelled endothelin-1 added to human plasma (3.5 pg ml-1) was 84.8 .+-. 
11.1% (mean .+-. SD, n = 12). The minimum detectable level in plasma was 50 
fmol 1-1. High-pressure liquid chromatography on reverse-phase C18 column 
established that the measured irET eluted identically to ET-1. The 
concentration of irET in plasma from healthy control subjects was 1.11 .+-. 
0.2 pmol-1 (mean .+-. SD, n = 30). Agarose electrophoresis of plasma with 
[1251] -ET-1 indicated a reversible binding to albumin. It is concluded that 
ET-1 is present in measurable amounts in human plasma. It is suggested that 
ET-1 in plasma is associated with albumin. The importance of an adequate 
extraction procedure is stressed. 
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DETERMINATION OF PLASMA CHOLECYSTOKININ CCK CONCENTRATIONS BY BIOASSAY 
AND RADIOIMMUNOASSAY IN MAN A CRITICAL EVALUATION 

HOECKER M; SCHMIDT W E; CREUTZFELDT W; CHOUDHURY A R; NUSTEDE R; 
SCHAFMAYER A; FOELSCH U R 

DIVISION GASTROENTEROLOGY ENDOCRINOLOGY, DEP. MEDICINE, UNIVERSITY 
HOSPITAL, GEORG- AUGUST-UNIVERSITY GOETTINGEN, ROBERT- KOCH- STRASSE 40, 
D-3400 GOETTINGEN, GER. 

REGUL PEPT 37 (3). 1992. 255-269. CODEN: REPPD 

Full Journal Title: Regulatory Peptides 

Langxiage : ENGLISH 

The present investigation was designed to perform a direct comparison of 
a rat pancreatic acini bioassay system and a specific CCK radioimmunoassay 
(antiserum G-160) for the measurement of fasting and meal -stimulated plasma 
CCK in the presence and absence of the CCK receptor antagonist loxiglumide. 
The G-160 CCK antiserum is directed against the C-terminal 0-sulfated 
tyrosine residue of the CCK molecule which is essential for full 
bioactivity of CCK peptides. For plasma extraction prior to bioassay 
measurement, hydrophobic reverse-phase chromatography on octadecylsilane 
cartridges was employed and resulted in simultaneous adsorption and elution 
of both CCK peptides and loxiglumide with recoveries of 87.5 .+-. 9% and 
75.0 .+-. 5.9%, respectively. In the absence of loxiglumide, fasting and 
mealk- stimulated values for CCO-like bioactivity and CCK-immunoreactivity 
(IR-CCK) were nearly identical (basal values: 1-2 pmol/l; meal -stimulated 
plateau levels; 4-6 pmol/l) . After intravenous infusion of loxiglumide (30 
nig/kg/h for 10 min, 10 mg/kg/h thereafter) , resulting in plasma steady 
state levels of 200-300 .mu.mol/1, meal -stimulated CCK-like bioactivity was 
undetectable, whereas IR-CCK levels were augmented 6.5-fold. In the 
bioassay system, standard samples containing 50 .mu.mol/1 loxiglumide 
produced complete inhibition of acinar lipase release in response to 50 
pmol/l synthetic CCK-8, We conclude, that postprandial circulating 
non-CCK-like factors do not contribute significantly to the direct 
receptor-mediated stimulation of exocrine pancreatic secretion. The good 
agreement of CCK-like bioactivity and IR-CCK levels in the absence of 
loxiglumide confirms the sensitive and specific recognition of bioactive 



CCK peptides by the G-160 antiserum and suggests that this antibody exerts 
binding characteristics probably similar to a pancreatic acinar receptor. 
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EARLY UNDIFFERENTIATED CONNECTIVE TISSUE DISEASE II. THE FREQUENCY OF 
CIRCULATING ANTINUCLEAR ANTIBODIES IN PATIENTS WITH EARLY RHEUMATIC 
DISEASES 

CLEGG D 0; WILLIAMS H J; SINGER J Z; STEEN V D; SCHLEGEL S; ZIMINSKI C; 
ALARCON G S; LUGGEN M E; POLISSON R P; ET AL 

DIV. RHEUMATOL., ROOM 4B 200, UNIV. UTAH MED. CENT., 50 NORTH MEDICAL 
DRIVE,' SALT LAKE CITY, UTAH 84132. 

J RHEUMATOL 18 (9). 1991. 1340-1343, CODEN: JRHUA 

Full Journal Title: Journal of Rheumatology 

Language: ENGLISH 

The presence of antinuclear antibodies (ANA) in the serum is a common 
finding in various connective tissue disorders, but usefulness of these 
antibodies in making diagnoses or prognoses is not known. We report the 
results of a panel of ANA determinations including ANA, anti-dsDNA, Sm, 
RNP, SSA, SSB, Jo-1, Scl-70 and PM-1 in 410 patients in a 5-year 
descriptive study of 410 patients with rheumatic disease symptoms of less 
than one year's duration. While some patients met diagnostic criteria for a 
specific rheumatologic diagnosis, others were classified as 
undifferentiated connective tissue disease (UCTD) and were subclassif ied by 
a constellation of symptoms. Our results show that ANA is sensitive in 
systemic lupus erythematosus (SLE) and progressive systemic sclerosis even 
in early disease but is not specific. Other "specific" autoantibodies were 
seen most frequently in SLE but were relatively insensitive and were seen 
in low frequency in UCTD. ANA have limited diagnostic value in patients 
with early disease. The prognostic value of these tests will be assessed as 
the prospective study of these cohorts progresses. 
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PARADOXICAL ENHANCEMENT OF INTERLEUKIN- 2 -MEDIATED CYTOTOXICITY AGAINST 
K562 CELLS BY ADDITION OF A LOW DOSE OF METHOTREXATE 

NAKARAI T; UENO Y; UENO Y; KOIZUMI S 

DEP. PEDIATRICS, KANAZAWA UNI V , SCH. MED., 13-1 TAKARA-MACHI , KANAZAWA 
920, JAPAN. 

CANCER IMMUNOL IMMUNOTHER 32 (1), 1990. 8-12. CODEN: CIIMD 
Full Journal Title: Cancer Immunology Immunotherapy 
Language: ENGLISH 

In vitro effects of methotrexate (MTX) on interleukin-2 (IL-2) -mediated 
cytotoxicity of peripheral blood mononculear cells (PBMC) were studied. 
PBMC were incubated with human recombinant IL-2 (25 U/ml) for 72 h; during 
the last 24 h, various concentrations (10 pM-1 1 .mu.M) of MTX were added 
to the culture. Cytotoxicity against k562 cells was measured by a 4-h 
51Cr-release assay. The IL-2 -mediated cytotoxicity was paradoxically 
increased at around a concentration (10 nM) MTX. Such a low concentration 
of MTX showed no anti-prolif erative effect on cell growth. This enhancement 



with 10 nM MTX was shown only in an E-rosette+ (E+) population, but not in 
E-rosette- (E-) . In addition, when E+ cells were treated with an anti-CD16 
monoclonal antibody plus complement after incubation with IL-2 and MTX, 
MTX- induced enhancement was lost, suggesting that an E+CD16+ cell 
population was mainly involved in this augmentation. Positively sorted 
E+CD16+ cells showed similar enhancement of cytotoxicity after treatment 
with IL-2 plus MTX. On the other hand, MTX treatment did not show the 
phenotypical changes including of the E+CD16+ cells, indicating that this 
treatment did not affect the differentiation and proliferation of the 
specific cell subset. Our results indicate that a low dose of MTX could 
have a role in the regulation of immunological anti-cancer surveillance 
systems through the natural killer and lymphokine- activated cytotoxic 
cells . 



23/7/16 

DIALOG (R) File 55:BI0SIS PREVIEWS (R) 
(c) 1996 BIOSIS. All rts. reserv. 

7729928 BIOSIS Number: 90097928 

TROPHOBLAST-DERIVED INTERLEUKIN- 6 IL-6 REGULATES HUMAN CHORIONIC 
GONADOTROPIN RELEASE THROUGH IL-6 RECEPTOR ON HUMAN TROPHOBLASTS 

NISHINO E; MATSUZAKI N; MASUHIRO K; KAMEDA T; TANIGUCHI T; TAKAGI T; SAJI 
F; TANIZAWA 0 

DEP. OBSTETRICS GYNECOLOGY, OSAKA UNIVERSITY MEDICAL SCHOOL, 1-1-50 
FUKUSHIMA, FUKUSHIMA-KU, OSAKA 553, JPN. 

J CLIN ENDOCRINOL METAB 71 (2), 1990. 436-441. CODEN: JCEMA 
Full Journal Title: Journal of Clinical Endocrinology & Metabolism 
Language: ENGLISH — 
We examined the capacity of trophoblast -derived interleukin-6 (UL-6) to 
stimulate secretion of placental hormones, including hCG. IL-6 stimulated 
hCG secretion by trophoblasts to a level similar to that stimulated by a 
GnRH analog. The analog, however, released hCG by an IL-6 -independent 
mechanism because PM-1, a monoclonal antibody specific for IL- 6 ~ receptors 
(R) , failed to block GnRH-mediated responses, but completely blocked IL-6 
mediated hCG secretion, suggesting the existence of two distinct regulatory 
pathways for hCG release. Immunohistochemical analysis with another 
IL- 6 -R- specif ic antibody. MT-18, showed that IL-6-R was located only on the 
trophoblast layer of the placenta. Our data revealed the existence of a 
local regulatory network by which trophoblast -derived IL-6 interacts with 
IL-6-R on the trophoblasts, resulting in hCG release. Thus, two different 
regulatory networks, an IL-6 and IL-6-R system and a GnRH a nd GnRH-R 
system, regulate hCG release by human trophoblasts independent lyT" 
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MOLECULAR VARIANTS OF CHOLECYSTOKININ AFTER ENDOGENOUS STIMULATION IN 
HUMANS A TIME STUDY 

EYSSELEIN V E; EBERLEIN G A; HESSE W H; SCHAEFFER M; GRANDT D; WILLIAMS R 
; GOEBELL H; REEVE J R JR 

DEP. GASTROENTEROL., HARBOR -UCLA MED. CENT., 1000 W. CARSON, ST., 
TORRANCE, CALIF. 90509. 

AM J PHYSIOL 258 (6 PART 1). 1990. G951-G957. CODEN: AJPHA 

Full Journal Title: American Journal of Physiology 



Language: ENGLISH 

The time -dependent release of molecular variants of cholecystokinin (CCK) 
into the circulation was studied before and 1,2, and 4 h after a test meal 
in six healthy volunteers. At each time period, 100 ml of blood were drawn 
in a manner to inhibit CCK degradation. Plasma was formed and CCK 
concentrated by Sep-Pak C18 cartridge chromatography. Molecular variants of 
CCK and gastrin were well separated from each other by high-performance 
liquid chromatography (HPLC) . Molecular forms of CCK and gastrin were 
measured by radioimmunoassay using an antibody that requires the presence 
of the carboxyl- terminal phenylalanine amide for full recognition, implying 
that biologically active forms were detected. HPLC elution positions of 
gastrin forms were determined using a gastrin- specif ic antibody. 
Chromatographic separation of CCK from gastrin forms was complete, allowing 
separate integration of gastrin and CCK forms. Therefore no substraction of 
gastrin-like immunoreactivity from CCK-like immunoreactivity (CCK-LI) was 
necessary and CCK-LI could be directly determined. Peaks of CCK-LI were 
integrated in the column eluates and the plasma concentrations were 
calculated. Total plasma CCK-LI rose from a value of 2.4 .+-. 0.6 pM before 
the test meal to 6.4 .+-. 0.8, 6.6 .+-. 0.9, and 5.8 1.2 pM 1, 2, and 

4 h postprandially . The major molecular forms released into the circulation 
eluted on HPLC in the position of CCK-58 and CCK-39 (which coelutes with 
CCK-33) . Minor amounts were detected in the position of CCK-8. There was no 
significant difference in the relative proportions of the molecular forms 
released at the different time periods. The high proportions of CCK-58 in 
human plasma indicate that it expresses a major portion of CCK's biological 
activity. 
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DETECTION AND ANTIGENIC CHARACTERIZATION OF ANTINUCLEAR ANTIBODIES IN 
CONNECTIVE TISSUE DISEASES 

DE MARNEFFE P; MALAISE M; DEFLANDRE E; HAUWAERT C; LALLEMAND M P; 
FRANCHIMONT P 

SERV. RHUMATOLOGIE, CHU SART TILMAN, LIEGE. 

REV MED LIEGE 44 (19). 1989. 577-591. CODEN: RMLIA 

Full Journal Title: Revue Medicale de Liege 

Language : FRENCH 

To determine the correlation between the presence of antinuclear 
antibodies (ANA) and connective tissue disease, a prospective clinical 
study was conducted on 167 patients with one of the following conditions: 
systemic lupus erythematosus (SLE) , induced lupus, rheumatoid arthritis, 
sclerodema, mixed connective tissue disease, primary Sjogren's syndrome, 
dermatomyositis, combined SLE and scleroderma, and psoriatic arthritis. ANA 
in patients' serum were detected and titrated by indirect 
immunofluorescence, and the pattern of immunofluorescence (homogeneous, 
peripheral, speckled, nucleolar, centromeric or chromosomal) was noted; ANA 
were characterized using the "nDNA C. L. Sci. Medx", "ENA antigen system" 
and "ANA check" kits from Biolab SA, Serum ANA were found to include 
antibodies to native DNA (anti-DNA) , deoxyribonucleoprotein (anti-DNP) , and 
extractable nuclear antigens ( ant i -ENA) ; included in the last group were 
anti-Smith antibodies (anti-Sm) , antibodies to ribonucleoprotein 
(anti-Ul-RNP) , and the antibodies to Ro/SS-A, La/SS-B, Scl-70, Jo-1, PM-1, 
Ku, centromere and nucleolus. Some ANA were found to be specific for 
certain diseases, e.g. anti-DNA for lupus, anti-Sm for SLE, anti-Scl-70 and 



ant i centromere for scleroderma. Other antibodies, although not specific, 
were frequently associated with diseases, e.g. anti-RNP with SLE, 
anti-Ro/SS-A and anti-La/SS-B with Sjogren's syndrome. Detection and 
characterization of ANA was concluded to be of prognostic value and could 
be used as a diagnostic tool and an aid in treatment planning. 
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EFFECT OF INTERLEUKIN 1 BETA ON TRANSDUCING MECHANISMS IN 235-1 CLONAL 

PITUITARY CELLS PART II MODULATION OF CALCIUM FLUXES 

SCHETTINI G; MEUCCI O; FLORIO T; SCALA G; LANDOLFI E; GRIMALDI M 
DEP. PHARMACOL., II SCH. MED., VIA PANSINI 5, 80131 NAPOLI, ITALY. 
BIOCHEM BIOPHYS RES COMMUN 155 (3). 1988. 1097-1104, CODEN: BBRCA 
Full Journal Title: Biochemical and Biophysical Research Communications 
Language : ENGL I SH 

In the present study we investigated the effect of the interleukin 1 beta 
on intracellular free calcium concentrations in 235-1 cell line both in 
basal conditions and after stimulation by the calcium channel activator 
maitotoxin. Interleukin 1 beta (from 0.01 pM to 10 nM) was unable to 
significantly affect basal cytosolic free calcium levels in acute 
conditions. The preincubation of these cells with interleukin 1 beta for 
48th modulates maitotoxin stimulation of calcium fluxes without modifying 
basal intracellular free calcium levels. Low concentrations of interleukin 
1 beta (0.01 pM, 1 pM) caused a marked reduction of intracellular free 
calcium concentrations increase induced by maitotoxin while higher doses of 
the monokine potentiated maitotoxin stimulation of calcium fluxes. The 
specificity of interleukin 1 beta effect was tested by means of polyclonal 
anti- interleukin 1 beta antibody (titer 1:100) which significantly 
abolished the inhibitory effect of interleukin 1 beta on free cytosolic 
calcium levels. These results show that a long lasting interaction of 
interleukin 1 beta with its receptor is able to influence voltage- sensitive 
calcium channels activation induced by maitotoxin in 235-1 cells. 



23/7/20 

DIALOG (R) File 55:BI0SIS PREVIEWS (R) 
(c) 1996 BIOSIS. All rts. reserv. 

6638080 BIOSIS Number: 86104631 

ENHANCED HUMAN MONOCYTE CYTOTOXICITY BY PLATELET-ACTIVATING FACTOR 
VALONE F H; PHILIP R; DEBS R J 

DEP. MED., VA MED. CENTER, SAN FRANCISCO, CA 94143, USA. 
IMMUNOLOGY 64 (4). 1988. 715-718. CODEN: IMMUA 
Full Journal Title: Immunology- 
Language: ENGLISH 

The capacity of platelet-activating factor (PAF) to enhance human 
monocyte cytoxicity for WEHI 164 cells was examined. Spontaneous monocyte 
cytotoxicity was 24 .+-. 2% (mean .+-. SEM, n =9). Preincubation of 
monocytes with 1 pM-1 nM PAF for 18 hr significantly enhanced cytotoxicity 
in a dose- related manner, whereas less enhancement was observed at PAF 
concentrations above 1 nM. Maximal PAF-induced cytotoxicity was 68 .+-. 6%, 
which was similar to that induced by optimal concentrations of tumour 
necrosis factor (TNF) and interf eron-gamma. The specific PAF antagonist 
kadsurenone inhibited PAF-induced cytotoxicity but not TNF- induced 



cytotoxicity. The inactive PAF analogues lysoPAF and enantioPAF did not 
increase monocyte cytotoxicity. Two observations suggest that TNF mediates 
PAF- induced cytotoxicity: specific anti-TNF antibodies inhibited PAF 
induced cytotoxicity toward WEHI 164 cells, and PAF did not enhance 
cytotoxicity to TNF-resistent cells. PAF represents a distinct class of 
phospholipid monocyte activators that increase monocyte cytotoxicity by 
TNF-dependent mechanisms. 
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SMALL NUCLEAR RIBONUCLEOPROTEIN ANTIGENS ARE ABSENT FROM lOS TRANSLATION 

INHIBITORY RIBONUCLEOPROTEIN BUT PRESENT IN CYTOPLASMIC MESSENGER 

RIBONUCLEOPROTEIN AND POLYSOMES 

BOAK A M; KOVACS S A; AGRIS P F; CHAKRABORTY D; SARKAR S 
DEP. MED. DIV. BIOL. SCI., UIV. MISSOURI, COLUMBIA, MO. 65211. 
ARCH BIOCHEM BIOPHYS 248 (1). 1986. 89-100. CODEN: ABBIA 
Full Journal Title: Archives of Biochemistry and Biophysics 
Language: ENGLISH 

A cytoplasmic lOS ribonucleoprotein particle (iRNP) , which is isolated 
from chick embryonic muscle, is a potent inhibitor of mRNA translation in 
vitro and contains a 4S translation inhibitory RNA species (iRNA) . The iRNP 
particle shows similarity in size to the small nuclear ribonucleoprotein 
(snRNP) particles. Certain autoimmune disease patients contain antibodies 
directed against snRNP antigenic determinants. The possibility that iRNP 
may be related to the small nuclear particles was tested by 
immunoreactivity with monospecific autoimmune antibodies to six antigenic 
determinants (Sm, RNP, PM-1, SS-A (Ro) , SS-B (La), and Scl-70) . By 
Ouchterlony immunodiffusion assays, the cytoplasmic lOS iRNP did not show 
any immunoreactivity. Also, a more sensitive hemagglutination inhibition 
assay for detecting Sm and RNP antigens failed to show reactivity with the 
lOS iRNP. Thus, the lOS iRNP particles are distinct from the similarly 
sized snRNP. However, free and polysomal messenger ribonucleoprotein (mRNP) 
particles and polysomes also isolated from chick embryonic muscle and 
analyzed by Ouchterlony immunodiffusion and hemagglutination inhibition for 
the presence of the antigenic determinants showed reactivity to Sm and RNP 
autoantibodies, but were not antigenic for the other four antibodies. Some 
of the Sm antigenic peptides of mRNP particles and polysomes were identical 
to those purified from calf thynus nuclear extract, as judged by Western 
blot analysis. The association of Sm with free and polysomal mRNP and 
polysomes suggests that Sm may be involved in some cytoplamic aspects of 
mRNA metabolism, in addition to a nuclear function in mRNA processing. 
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IMMUNOGENETIC STUDIES OF JUVENILE DERMATOMYOSITIS 3. STUDY OF ANTIBODY TO 
ORGAN- SPECIFIC AND NUCLEAR ANTIGENS 

PACKMAN L M; FRIEDMAN J M; MARY JOWSKI -SWEENEY M L; JONNASON 0; RADVANY R 
M; SHARP G C; COBB M A; BATTLES N D; CROWE WE; ET AL 

DIV. IMMUNOLOGY/RHEUMATOLOGY, CHILDREN'S MEMORIAL HOSPITAL, 2300 
CHILDREN'S PLAZA, CHICAGO, IL 60614. 



ARTHRITIS RHEUM 28 (2). 1985. 151-157. CODEN: ARHEA 
Full Journal Title: Arthritis and Rheumatism 
Language : ENGL I SH 

Children (90) with definite juvenile dermatomyositis (JDMS) , who had been 
HLA typed, were tested for the presence of tissue or organ- specif ic 
antibodies. Sixty had active disease at the time of study. The mean disease 
duration was 4 yr and 30 had soft tissue calcifications. The following 
autoantibodies were sought: thyroid, gastric parietal cells, smooth muscle, 
striated muscle, microsomes, mitochondria, DNA, extractable nuclear 
antigen, Sm, PM-1, antinuclear antibody (ANA) and rheumatoid factor. Only 
the ANA and PM-1 were more frequent in patients than in controls (P < 
0.0002 and P < 0,001, respectively) . Higher levels of immune complexes (P < 
0.01) were in sera from patients with JDMS than in sera from controls and 
were correlated with the presence of ANA in patients (P < 0.01). Soft 
tissue calcification was not associated with any autoantibody or HLA 
antigen, but with disease duration and activity (P < 0.001 and P < 0.05, 
respectively) . There was no association between the occurrence of any 
autoantibody and the presence of HLA-B8 or DR3 among the white patients 
with JDMS. The frequency of autoantibodies in 43 full siblings of children 
with JDMS was not increased. Children with JDMS, with or without 
HLA-B8/DR3, do not show evidence of a generalized nonspecific antibody 
response to tissue antigens. The significance of the increased antibody to 
nuclear antigens ANA and PM-1 remains to be determined. 
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HIGH-AFFINITY MONOCLONAL ANTIBODIES FOR AFLATOXINS AND THEIR APPLICATION 
TO SOLID- PHASE IMMUNOASSAYS 
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Full Journal Title: Proceedings of the National Academy of Sciences of 
the United States of America 
Language: ENGLISH 

Monoclonal antibodies specific for aflatoxin Bl, aflatoxin B2 , aflatoxin 
Ml and the major af latoxin-DNA adducts were obtained following fusion of 
mouse SP-2 myeloma cells with spleen cells of mice immunized with aflatoxin 
Bl covalently bound to bovine gamma globulin. The af latoxin-modif ied 
protein used to immunize mice was produced chemically by activating 
aflatoxin Bl to a 2, 3 -epoxide derivative, which then covalently bound to 
the protein. One of the monoclonal antibodies isolated {2B11) was a 
high-affinity IgM antibody with an affinity constant for aflatoxin Bl, 
aflatoxin B2 and aflatoxin Ml of .apprx. 1 .times, 109 1/mol. In a 
competitive radioimmunoassay using [3H] aflatoxin Bl, 3 pmol (1 ng) of 
aflatoxin Bl, aflatoxin B2 or aflatoxin Ml caused 50% inhibition with this 
antibody. The antibody also had significant cross-reactivity for the major 
af latoxin-DNA adducts: 2 , 3-dihydro-2- (N7-guanyl) -3-hydroxyaf latoxin Bl and 
2 , 3-dihydro-2- (N5-f orTnyl-2 * , 5 ' , 6 * -triamino-4 ' oxo-N5-pyrimidyl) -3-hydroxyaf 
latoxin Bl. The antibody was also covalently bound to Sepharose-4B and used 
in a column-based solid-phase immunosorbent assay system. Aflatoxins added 
in vitro to phosphate buffer, human urine, human serum or human milk at 
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levels expected to be obtained in human samples acquired from 
environmentally exposed individuals were quantitatively recovered by 
applying the mixture to this antibody affinity column purification system. 
Preliminary studies using urine samples from rats injected with 
radiolabeled aflatoxin Bl have also indicated that aflatoxin metabolites 
can be isolated by these methods. The monoclonal antibody affinity columns 
can be regenerated for multiple use. Therefore, the monoclonal antibodies 
and their application to affinity chromatography represents a useful and 
rapid technique to purify environmentally occurring levels of this 
carcinogen and some of its metabolites for quantitative measurements. 
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